(19) 




[JAPANESE PATENT OFFICE 




PATENT ABSTRACTS OF JAPAN 



(1 1 ) Publication number 1 \ \ 96870 A 

(43) Date of publication of application: 27 . 07 . 99 



(51) Int. CI C12N 15/09 

C12Q 1/00 




(21) Application number 10014840 

(22) Date of filing: 08 . 01 . 98 


(71) Applicant MIKOSHIBA 

KATSUHIKO HASHIMOTO 
MITSIMRO 

(72) Inventor MIKOSHIBA KATSUHIKO 

HASHIMOTO MITSUHIRO 



(54) ANALYSIS OF FUNCTION OF RECEPTOR AND 
SCREENING OF UOAND MOLECULE 

(57) Abstract: 

PROBLEM TO BE SOLVED: To analyze the functions of 
all receptors and screen their figands by using an 
adenovirus vector capable of transducing a gene into a 
non-dividing cell. 

SOLUTION: A new adenovirus vector capable of allowing 
a gene to bicistronically or polycistronicalty 



simultaneously express plural proteins is prepared using 
IRESflntemal ribosome entry site). The transduction of 
the gene is carried out using the adenovirus vector in 
vivo. One of the plural protein is used as a receptor, 
and the other is used as a marker protein (green 
fluorescence protein, etc.). The expression of a gene 
transduced with the adenovirus vector is confirmed, and 
analyzed by an electrophysiological reaction. 
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[0001] 

IffltCli, BicistronicftS^tiPolycistronictCjifi^?: 
[0002] 

tt&NMMttNEIilKM (=a-ny*7 r-*7-?) 
oT. Ett^BfrifKfcLTOWBfcJBB*-*. ISO 

^lt v )«iwwnpvmi i <aep sr&A-t&ftw** 

man Gene Therapy, 7:149-158, 1997). 
[00 0 3] hZ.hX\ HtJV«3Sf*cfcHi, GTP|S£* 

[0004] *»Hfl#tt. *r«(CfWS LfcBicistronic 
J> S V ^iPo 1 yc i stron i c TrV *7 A lUX <7 ? - £ ffl O 
T 1 o*>7f >"7-f )VX^? ?-X'2m.WUS.ZtiW± 
<n?VWg£^#fl l Zf8%-£-\i:ti. green fluorescence 

protein (GFPjSrV-^HSf^i: LTfSRtiBIciat 
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ffLv^ftvy^y v-s&nx? v-->rm£mm 
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Tin vivo/VOitei^lASrffd^ 

M* 5 rfy , >'f;w'<? 

T'^3iLTV^|,{,^<7)*^|E^iJ-r&^t(i, 7fy 
>M/UX<07VA(;:#t1-Sin situ hybridization^ 

ot\ h&\viT7 : s<>74>i'A'<-??-x'%mzitz>m 

Wfr-f-fcr?— i]— jHe^ (green fluorescence protein 
W) ^H^-L^^WN^jCtfusionprotei^^fflV^ L 
fr'ftffliifclEVtc^. in situ hybridizationSrffld^v: 

^STflgT-JbS. fusion proteinSrfflV^^, %MZlt 

0, JCfcV^a«*OlMB#*j9rC*6fc«>. fusion pro 
tein mZmm-t&ZtUX'ZKW ZZX\ IRES (int 
ernal ribosome entry site)$rffi^S«!: ttC<toT. |h) 
9 V -W « * W®£ Ik h i i: #T » & 7f 7 

[0007] iz&^g^m-yy r s y -co i ox-ii, 

17 13 ViS&ffci: green fluorescence protein (GFP) 
(AdexCAG-I7-IRES-GFP. 01)£f^Ktfc. GFPJi^S: 

[0008] AdexCAG-I7-IRES-GFP$-5 •/ hcOi«±StZ 

1 mfmmzGwx'mftmix^&mizm 

SrltaUfe (02). TfV'M/kX*?*- ( AdexCAG 
-IT-IRES-GFPJS-iSLh^^ffli^^tC^. i«±*± 



(3) 



#$¥1 1-196870 



UZtlfz. £tz. Ti'.SW nsX<?9-&t&bMkk 
S*^RNAS-HDRt. 17 l>z&^%®MztttZ>?v-7 
Srffl^T, J—fy ■ '^7 t )y4-V-i'ay&rfr>t: 

ix^&zkt>mmxztz. 
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TirJ+jAiMM*- (AdexCAG-I7-IRES-GFP) 
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ft H)tcWL-cw«^awRJC* { ^wtctmraL.-c 

V>l>. 

[00 10] 04"Cfi» TT/*MW<9f- (Adex 
CAG-I7-I RES-GFP)®^H?f^«^taWS:f5ewit*$: 

mmmx\ \.mcn>m.ff>kitz. tetiLtomyyy&w 

4HWKK*IHiLfc (05). 7fV*-f IPX*** 
- (AdexCAG-I7HRES-GFP)^«SilS-*feiSLt*tt. « 
<Oft**0 t 8ffltf)7A'?'t H ( ?-r- /I/) SrfctJ^ 

[00113 *»5HHi. TVSWArXlff - (Ad 
exCAG-17-IRES-GFP) S:ffl^T'ftWigtjt[5 : F$r#A U 
17 (CfcVVglfffci: green fluorescence protein (GFP) 

zzix^tu&bicmiZitzzti.z&ftLti. m±mz 

GFPfcJiilK:SERS'frfc«fttrttK*JV^Wc#L'C* 
JR&lWRjai^iJlfcfUfcfrofc (04) . »9>i 

fc, 7;i^t Ffc*ft4«J!WBIRJ6tt. 17 fcfek* 
<k & 4£fc*91<«>!&*:W:. * 
fc. 17 (ctH^SSMWi. {cfcv^cor^rtHSw 

*fcBli I/O** ItgLb7)i8i?&£k£#> 

t4£fcfc9tea»fc:U:. ^i 1 ). £*ifctf>IS*tt, fic 
3fc . T 7 U * 7 * #x;K7)|0 S»£ l» d tttftMBMUB 

[00 1 23 **BBteffi6ttfl«i. iztiK&gftblzii 
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ffl&i. T-r / *7 -f ;kX*C? 9-toWSk 
A&^CE1B£|&#. imm&4>l<x<?9-tti:h 

izmkixT&mwmAt'frdff. wMftxtmt&z 

Mi%fr->-fz. CAG^O^-Ck oTmRNA{iOR-I7-IRE 

S-GFP (01) kiAko^Sfc^rotlK^SitS**, IRE 
SCOiftfifjt (A.rty;U-T) £1211 LTribosometfl 
RESfcfe^U IRESiOTSSoafE^S-^^^S^fc 

BRLfc. ioT. 0R-i7kGFWi*iierv*aTBK$ 
ft6 i k tffffl Uz . . H+<o«^iJaT<o t 0 

CAG: #*fc»*«r»f«ttfc*t ft7"nt-^- 
0R-I7: 17 odorant receptor 
IRES: internal ribosome entry site 
GFP: green fluorescence protein 
GpA: poly A additional signal 
[00 14] HUM 2 

izti^^izftthKmiimi.^mmz^m-t firmer, 

ftW&tel TtJ*7A ;UXAdexCAG-I7-IRES-GFP£ #W 
•?hWmW3fiu\ (7j«(i3xl0 9 pfu/Bl)*«»TT5<y 
KOJUStteBLfc. 5-yM43-8BafcB«U * 

X'%tz. Stgtfft&O 1 -2%#iS&LTVvCGFP gene p 
roduct*^^LTV>Jt. 17 fcfc^S&fttGFPObicist 
ronic mRNA«0^4!S^±S<0y— f V7u y hX'Vm 
cWc. 17 mm : ¥-cr>Min(07a-7Z&mi-&Zl: 

izx -?xmm±.mzii3kbcr)&-j<y Ffimmzntz 

i&mi&xnmtb^iiKfrifc. zoztfrb® 
mukxan t,zi5\,*%®fatfmiix^&zbw®g, 

Izm&X'ZZ. £fcV^?£-?-it-mi<r2*>M0- 3 m 

mmxmmtxmkizmttz. {za^^^tEoa 

(Electro-olfactogram) IBHiffiJi02tC^L/t. 
frf-&&ffi£% (humidified air)(CitALT®«±^fc 

30-50ffl(7)tCfc V ^tc^t RJ££ ««t S C t iffl 
ffeX'fo~?tz. 
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±*fofc9WR**Ufc (03). ft± 
Wfi7irJ*7A JUXK9 9- (AdexCAG-I7-IRES-GFP) Z 

mk% -tx v ^ v ^T-oicfc v *:*HHwjtt s m^fea 

WKJE^t, 4*W7tS' / >4W<.9 9- (AdexCA 
G- 17- 1 RES-GFP) ?r St^ft $ ^t^) fcfc V fc*tt S « 

mth. r=fJ i 1A)VX^99- (AdexCAG-I7-lRES-GF 
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